Secosesquside (1), a new secoiridoid glucoside-sesquiterpene conjugate, together with three known secoiridoid derivatives, were isolated from flower buds of Lonicera japonica. The isolated compounds were elucidated by extensive spectroscopic analyses, especially 2D NMR experiments. The anti-inflammatory activities of the new compound were also evaluated by enzyme-linked immunosorbent assay.
, seven methylenes (one olefinic and two oxygenated), 21 methines (thirteen oxygenated and two olefinic), and 5 quaternary carbons (one ester, one olefinic and three oxygenated), as classified by the chemical shifts, DEPT and HSQC spectra. The NMR data showed two sets of signals, one set (part A) similar to that of a sesquiterpene glucoside and the other (part B) to secoxyloganin [1k] . Comparing the NMR data of part B of 1 with those of secoxyloganin [1k], the only significant difference in the 13 C NMR spectrum was the appearance of an oxygenated methine [δ H 5.67 (m, 1H), δ C 101.0] instead of a carboxyl signal at δ C 172.7 in secoxyloganin [1k]. Thus, part B of 1 was elucidated as shown in Figure 1 . The NMR spectral data (Table 1) of the remaining part A of 1 clearly exhibited 21 carbon signals (four methyls, four methylenes, ten methines and three quaternary carbons), which formed the skeleton of a sesquiterpene glycoside [1n]. In addition, the remaining signals indicated that the aglycone was similar to the known guaiane sesquiterpene 7α,10α-epoxyguaiane-4α,11-diol [2] . The structure of part A was further demonstrated by analysis of 2D NMR spectra, especially 1 H-1 H COSY and HMBC (Figure 1 ). Two methyls [δ H 0.85 (d, J = 6.5 Hz, 3H) and δ H 0.85 (d, J = 6.5 Hz, 3H)] were placed on C-1 and C-5 by HMBC correlations from H 3 -11 to C-1, C-2 and C-10 and H 3 -15 to C-4, C-5 and C-6. Two methyls at δ H 1.16 and 1.22 were both located at C-12 (δ C 79.9) by the multiple HMBC correlations of both H 3 -13 and H 3 -14 to C-8 and C-12 and by the multiple HMBC correlation of H 2 -6 to C-8. The β-glucopyranose unit was fixed at C-2 by the HMBC correlation from H-2 (δ H 4.10, m) to C-1′′(δ C 100.7). Thus, part A of 1 was elucidated as a guaiane sesquiterpene glucoside.
Although there were no direct HMBC correlations available between parts A and B, the two parts accounted for 10 degrees of unsaturation and thus required that they should be linked by C(C-7')-O-C(C-12) and C(C-7')-O-C(C-7), which was confirmed by the ROESY correlations from H-7' to H 3 -13 and H-7' to H-7 ( Figure 2) . Thus, the planar structure of compound 1 was elucidated as a conjugate of a secoiridoid glucoside with a sesquiterpene glucoside. The relative configuration of 1 was fixed by a ROESY experiment ( Figure 2 ). The ROESY crosspeaks of H-5′/H-9′, H-5′/H-7′, H-7′/H-13, H-7′/H-7, and H-7/H-5 indicated that H-5′, H-9′, H-7′, H-7 and H-5 were cofacial and randomly assigned in β-configuration. In consequence, the ROESY crosspeaks of H-4/H-2, H-4/H 3 -11 and H 3 -11/H-2 suggested that they were α-oriented. Thus, the structure of compound 1 was elucidated to be as shown and was named secosesquside. The structures of compounds 2-4 were identified by comparison of their spectral data with those described in the literature.
Unfortunately, compound 1 exhibited no inhibition of the production of PGE 2 and IL-6 in LPS-activated raw 264.7 cells when evaluated by enzyme-linked immunosorbent assay [3] . 
Extraction and isolation:
The air-dried and powdered flower buds of L. japonica (10.0 kg) were percolated 3 times with 95% ethanol (4 L each time) at room temperature. The solvent was removed in vacuo to yield 500 g crude extract, which was suspended in H 2 O and then partitioned successively with EtOAc and n-BuOH. The n-BuOH-soluble portion (230 g) was subjected to macroporous resin CC (i.d. 10×80 cm) with a gradient of EtOH/H 2 O (0, 30, 60, 95%, v/v) as eluant to give fractions A-D. Fractions C and D were combined to obtain fraction CD (50 g). This was separated by Sepadex LH-20 CC (MeOH) to give 15 fractions CD 1 to CD 15 . Fractions CD 4 was then separated using preparative HPLC (eluent: CH 3 CN/H 2 O) to give 15 fractions CD 4 -1 to CD 4 -15. Fraction CD 4 -8 (76 mg) was further separated by Sepadex LH-20 CC (MeOH) to give compound 1 (8 mg). Fraction CD 4 -3 (50 mg) was further separated using semi-preparative HPLC (eluent: CH 3 CN/H 2 O, 25%) to obtain compounds 2 (5 mg) and 3 (4 mg). Fraction CD 4 -4 (40 mg) was further separated using semipreparative HPLC (eluent: CH 3 CN/H 2 O, 25%) to obtain compound 4 (6 mg) and 5 (6.5 mg). 
Secosesquside

Anti-inflammatory assay:
Compound 1 was evaluated by enzymelinked immunosorbent assay [3] . In brief, the production of PGE 2 was measured using PGE 2 ELISA kits (Enzo Life Science, Farmingdale, NY, USA), while the production of IL-6 was measured using Mouse IL-6 ELISA kits (eBioscience, Vienna, Austria). RAW264.7 cells (5×10 4 cells /well for PGE 2 and 1×10 5 for IL-6) were seeded in a 24-well plate overnight. After incubation for 24 h, RAW264.7 cells were pretreated with different concentrations of compound 1 for 1 h and then stimulated with LPS (1 μg/mL) for 24 h. The levels of PGE 2 and IL-6 in the cell supernatants were measured by ELISA according to the manufacturer's instructions.
